[Abstract] Tenuiviruses can infect the plants of the family Poaceae, and cause serious loss of crops, particularly rice and maize, in South-Eastern Asian countries. Tenuiviruses usually depend on insect vectors for their transmission and cannot be transmitted between plants through wounds or abrasions.
www.bio-protocol.org/e2597 6. Extra thick blot paper filter paper (Bio-Rad Laboratories, catalog number: 1703965) 2. Brush down the viruliferous planthoppers into a 15 ml tube, and put it on ice for 2-3 min in order to freeze them.
3. Fully grind total planthoppers in 800 μl of PBS-buffer (pH 7.2) (v:v, 1:1) with TGrinder, and maintain the tube in ice.
Note: No research has been reported how to extract plant viruses from insect vectors, whereas several researches suggested that RSV-infected plants should be extracted in PBS buffer at 4 °C (Ishikawa et al., 1982; Ishikawa et al., 1989). So in this work, we grind the planthoppers at the same condition.
4. Shake the mixture thoroughly until well blended, and then place the tube in ice for 30 min.
5. Centrifuge the mixture at 1,344 x g for 5 min at 4 °C, and transfer the supernatant into a 1.5 ml pre-cooling RNA-free tube.
6. Repeat step A5.
7. Centrifuge at 8,400 x g for 15 min at 4 °C, and store the supernatant at 4 °C for further usage.
Note: The supernatant is RSV crude extraction.
8. Use the same protocol to isolate the crude extractions from nonviruliferous small brown planthoppers as negative controls. www.bio-protocol.org/e2597 prestained marker.
Note: Make sure that the treated samples from viruliferous and nonviruliferous planthoppers
will not become cross-contamination.
3. Run the gel for 40 min at 140 V.
4. Prepare a PVDF membrane which was slightly bigger than the size of the gel.
5. Place the PVDF membrane in methanol for 5 min.
6. Place the PVDF membrane and gel in 1x transfer buffer (see Recipes) for 10 min.
7. Prepare the transfer sandwich and place it in a transfer tank with 25 mA for 30 min. 
